Vasopressin-and neurophysin-immunoreactive cells have recently been demonstrated in the rat locus coeruleus (A6) and subcoeruleus (A7). Using consecutive 5 ~m thick frozen sections, medium-sized cells throughout the locus coeruleus area, but predominantly in the posterior parts of the A6 displayed coexistence for vasopressin and noradrenaline or neurophysin and noradrenaline immunoreactivity. The putative projection areas of putative fibers from vasopressin-containing cells in the locus coeruleus still remain to be elucidated.
In addition to the previously known hypothalamic paraventricular (PVN), supraoptic (SON) and suprachiasmatic (SCN) 2:8 nuclei, vasopressin (VP)-and neurophysin-immunoreactive cells have recently been demonstrated in the bed nucleus of the stria terminalis (BST), medial amygdala tAME), dorsomedial hypothalamus (DMH) and locus coeruleus (LC; A6 and A7) of the rat pretreated with colchicine 3A7,21. Since the LC is believed to consist primarily of noradrenergic cells L.19 it was investigated whether VP and its associated neurophysin coexist with noradrenaline (NA) in this brain structure. Therefore, consecutive cryostat sections of male Wistar rats, weighing 180-200 g, were stained with either anti-VP, anti-neurophysin or anti-NA. As a control, sections of male Brattleboro rats, weighing 250-300 g, homozygous for diabetes insipidus, which lack the ability to express VP and neurophysin immunoreactivity, were stained in an identical manner.
In animals, obtained from Centraal Proefdierenbedrijf (Zeist, The Netherlands), anesthetized with Hypnorm (Philips Duphar, Amsterdam, The Netherlands), 35 ktg colchicine dissolved in 20 ~tl saline was injected into the lateral ventricle. After a survival time of 48 h, each animal was perfused at high speed (200 ml/min) with 500 ml 5% glutaraldehyde in 0.05 M sodium cacodylate containing 1% Na2S20 5, pH 4.0. Brains were dissected, sliced and immersed overnight in 0.05 M Tris-NaC1 buffer pH 7.0, with 1% Na2S20 ~ containing 15% sucrose. Na2S20 5 was added in order to inhibit oxidation of noradrenaline. Subsequently, specimens were frozen in liquid nitrogen and 5 ktm cryostat transversal sections were made and collected on chrome-alum gelatin-coated glass slides. Consecutive sections were incubated overnight with the following antisera: (a) Anti-arginine VP (batch WI: diluted l:1000). This antiserum has characteristics similar to the previously used batches 125 or 126. (b) Anti-rat neurophysin (batch R4, 7/19/73, diluted 1:3000). Icl Anti-NA (batch W3/30-9, diluted 1:750~. The NA antiserum was raised according to the procedure of Geffard et al. 11 i.e., NA-free base was conjugated by means of glutaraldehyde to bovine serum albumin and subsequently injected into rabbits. This resulted in an antibody sharing slight cross-reactivity with dopamme (unpublished results). Prior to incubation with VP or neurophysin antiserum, sections were treated with Tris-NaC1 buffer pH 7.8 containing (/.025% trypsin (Sigma; batch 113F-8130:12.400 BAEE units/mg protein; BAEE = Sodium Benzoyt l-Arginine Ethyl
